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Methods: 1) To clarify the expression of caveolin-1 in OA car-
tilage, the immunostaining for caveolin-1 was examined in the
donor-matched pair of intact and degenerated articular cartilage
that were isolated from the same OA sample.
2) To clarify the involvement of caveolin-1 expression in the pro-
gression of cartilage degeneration, we investigated the levels of
caveolin-1 expression in chondrocytes with advance of cartilage
degeneration in the OA rat model.
3) The phenotype of stress-induced senescent cells was char-
acterized by an increase of cell size, SA-β-Gal activity and
irreversible growth arrest at the G0/G1 phase of the cell cycle in
caveolin-1-deficient chondrocytes.
4) To elucidate the significance of stress-induced senescent
chondrocytes in the development and/or progression of OA, we
studied the capability of them to produce matrix components in
caveolin-1 overexpressed chondrocytes.
Results: In articular cartilages from human OA samples and
OA model rats, those positivities for caveolin-1 were associ-
ated with histologic changes characteristic of OA. Both catabolic
factors, IL-1β and H2O2, upregulated mRNA and protein levels
of caveolin-1, and both treatments markedly induced expres-
sions of senescent phenotypes; cell morphology, cell growth
arrest, telomere erosion, and specific senescence-associated β-
galactosidase activity. Caveolin-1 overexpression induced senes-
cence with p38 MAPK activation and also impaired chondrocytes
ability to produce collagen type II and aggrecan. In contrast,
downregulation of caveolin-1 by antisense oligonucleotide sig-
nificantly inhibited the catabolic factors-induced chondrocyte
senescence. Caveolin-1 induction and both stresses with IL-
1β and H2O2 upregulated p53 and p21, and downregulated
the phosphorylated Rb, suggesting that p53-p21-Rb phospho-
rylation pathway may mediate the stress-induced chondrocyte
senescence. Prolonged p38 MAPK activation and the p53-p21-
Rb phosphorylation pathway are required to mediate the stress-
induced senescence.
Conclusions: Our findings suggest that IL-1β and oxidative
stress induce chondrocyte senescence in OA, which is mediated,
at least in part, by the stress-induced caveolin-1 expression,
indicating that a role of caveolin-1 promoting stress-induced
chondrocyte senescence in the pathogenesis of OA.
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Purpose: Traumatic joint injury is sufficient to increase the risk
of OA. Mechanical trauma to the tissue as well as secondary
joint inflammation may contribute to cartilage degeneration. The
purpose of this study was to develop a quantitative proteomics
approach to characterize the effects of mechanical compression
injury and cytokine treatment on cartilage damage. Our focus
was to identify secreted proteins or matrix molecules that re-
spond sufficiently to one or more treatments that they might
serve as sensitive indicators of inflammation and/or injury.
Methods: Cartilage was subjected to a single compression, to
treatment with IL-1b, to treatment with TNF-a, or no treatment
and left in medium for five days with a 10% removal/supplement
daily. At the end of this period, the media were partially deglyco-
sylated with 70 mU of Chondroitinase ABC, trypsinized, labeled
with iTRAQ isotope labels for quantitation, and combined into a
single sample. The sample was fractionated (∼45 fractions) by
strong cation-exchange chromatography (SCX), and each frac-
tion was analyzed by RP-LC/MS/MS using a QStar, quadrupole
time-of-flight instrument (ABI), operated in data dependent ac-
quisition mode. The data were analyzed using ProQuant (ABI)
that identified and quantitated the proteins in each fraction. Iden-
tification required 2 unique peptides with a confidence of >89%,
and identification and quantitation was manually validated for at
least 1 peptide per protein. Statistical significance was based on
peptide analysis using either Student’s t-Test or Wilcoxan rank-
sum both with Bonferroni correction for multiple comparisons.
K-means clustering and PCA analysis was done to assist data
interpretation. Data are reported as ratios of treated: untreated;
log transformation was necessary to achieve symmetry about
zero.
Results: At a systems level, proteins released in response
to TNF-α and to IL-1β were similar (R2 = 0.76; p<0.0001),
while plots of mechanical compression injury vs. cytokine treat-
ment appeared ‘Y’-shaped indicating similarities in proteins de-
creased and unchanged but differences in proteins elevated with
treatment. Approximately 500 proteins, including matrix proteins,
membrane proteins, secreted proteins, and intracellular proteins,
were released into the medium in response to cytokine or in-
jury. Several previously identified potential biomarkers include
YKL39, YKL40, MMP-3 and serum amyloid A3 (SAA). In our ex-
periments, these were elevated 10-fold or greater with cytokine
treatment and slightly with injury while MMP-3 was elevated at
least 5-fold with all treatments (p<0.05). We observed a num-
ber of additional candidates, e.g., osteopontin and CTGF, SPUF,
and annexin A8, that were elevated ∼5-fold or greater with all
treatments, and ECM-1, which was elevated over 10 fold with
cytokine treatment and elevated 2-3 fold with injury (p<0.05).
Proteins such as proenkephalin and inhibin beta (activin A) were
released in response to injury alone (p<0.10 for inhibin beta) as
well as a number of cytoplasmic, cytoskeletal and ER proteins
including FK506 binding protein 10,GRP78, triosephoshate iso-
merase, GRP58, gp96, filamin A which may assist in determining
extent of injury. Glycosylases and other golgi proteins were de-
creased with treatments. In addition to these possible markers,
proteins involved in innate immunity and immune recruitment
as well as possible repair processes were altered with treat-
ments, and indications of changes in matrix protein synthesis
and degradation were identified.
Conclusions: Cartilage tissue responds to mechanical injury
and cytokine treatment with important similarities and differences
in proteins released which may provide opportunities for more
targeted biomarkers for joint injury and OA.
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Purpose: Culturing of articular chondrocytes is required to per-
form cartilage resurfacing in tissue engineering-based repair
approaches. The phenotypic changes occurring in cultured chon-
drocytes are compensated by the maintenance of their differen-
tiation potential. Normal chondrocytes are in fact able to regain
their morphology and a correct matrix homeostasis, fulfilling
repair needs. However many patients undergoing articular car-
tilage repair display different pathological tissues, ranging from
early-grade to clear osteoarthritic ones. Their osteoarthritic (OA)
cells display a reduced chondrogenic commitment and a di-
minished biosynthetic activity. In OA cells we identified altered
mRNA levels of the Cartilage Oligomeric Matrix Protein (COMP),
a large pentameric extracellular protein playing a structural role
in skeletal tissues. Purpose of this work was to elucidate the
